Supplementary Materials and Methods:
Immunoblotting: Cells were lysed in RIPA lysis buffer (Beyotime Biotechnology, P0013B, Shanghai, China) supplemented with a protease inhibitor cocktail (Calbiochem, 539134, San Diego, USA), a phosphatase inhibitor cocktail (Calbiochem, 524627, San Diego, USA) and 10 μmol TMG (Calbiochem, 110165CBC, San Diego, USA). After heating for 5 min at 95°C with 5× SDS-PAGE loading buffer (Beyotime Biotechnology, P0015, Shanghai, China) and electrophoresis, the lysed proteins were transferred to a polyvinylidene difluoride membrane (Merck Millipore, ISEQ00010, Darmstadt, Germany) . Then, the membranes were incubated with the indicated antibodies, and the signals were detected in a Bio-Rad ChemiDoc XRS imaging system. The ratio of the gray value of the target protein to that of β-actin represented the relative amount of protein. A melting curve analysis was performed, and the relative mRNA levels were normalized to that of β-actin. Three-dimensional spheroid BME cell invasion assay: 3D spheroid BME cell invasion assays were performed using a Cultrex® 96-well 3D Spheroid BME Cell Invasion Assay kit (Sigma-Aldrich, 3500-096-K, St. Louis, USA) according to the manufacturer's instructions.
Briefly, 3000 cells were resuspended in 50 µL of 1× Spheroid Formation ECM and added to a 96-well Spheroid Formation Plate. Then, the plate was centrifuged at 200 × g for 3 min at room temperature and incubated at 37°C in an incubator for 72 h to promote spheroid formation. Next, 50 µL of Invasion Matrix per well was added with the plate on ice, followed by centrifugation at 300 × g at 4°C for 5 min. The plate was transferred to a 37°C incubator for 1 h to promote gel formation on the Invasion Matrix, and 100 µL of warm cell culture medium (with or without the indicated compounds at a 2× concentration) was added per well after 1 h. The plate was incubated at 37°C in an incubator for 7 days, and the spheroid in each well was photographed every 24 h using a 4× objective. The images were analyzed using ImageJ, and the changes in the area of the invasive structure were measured to determine the extent of the 3D BME cell invasion in each sample. The levels of CD36 in SGC 7901 or MKN-45 cells were assessed by western blotting and β-actin was used as a loading control.
